SUPPLEMENTARY RESULTS

HRASLS3/LRAT
Reported data set was collected on a single crystal. Highest-resolution shell is shown in parentheses.
Supplementary Table 1 -X-ray data collection and refinement statistics.
Supplementary Figure 1 -Sequence alignment of LRAT and HRASLS proteins.
Sequences of human HRASLS2-4 and LRAT were aligned by using ClustalW2 available at the EMBL-EBI server. Conserved His residues and six amino acid stretches containing the catalytic Cys residue are highlighted in red, whereas the predicted Cterminal transmembrane segments are shown with a gray background. The stretch of LRAT sequence used to construct the HRASLS/LRAT chimeric proteins is shown with a green background. Mutations within the LRAT sequence associated with severe retinal dystrophies are marked with blue. The secondary structure diagrams are placed based on the crystal structure of HRASLS3 (PDB accession 4DOT). (1-hydroxy-2-hexanoyl-NBD-lyso-PC) and sn-2 (6-NBD-hexanoic acid methyl ester) cleavage were quantified based on the characteristic absorbance spectrum of the NBD chromophore after separation by HPLC. Chromatographic separation, MS identification, and UV/Visbased quantification of the substrate and products used in this enzymatic assay are shown in Supplementary Fig. 7 . Data represent mean values from two independent experiments performed in triplicate ± s.d. MS-based identification of NBD-PC cleavage products is presented in Supplementary Fig. 7 .
Supplementary
Supplementary Figure 7 -HPLC separation and detection of the enzymatic cleavage products of NBD-PC.
The preferential site of ester bond hydrolysis in PC was determined by using a phospholipid substrate labeled with NBD chromophore at the sn-2 position. (a) Incubation of HRASLS protein with NBD-PC under standard conditions used for the lipolysis assay but in the presence of 5% methanol yielded three separate reaction products readily detected by MS (top panel). Two of these products revealed a characteristic absorbance for the NBD chromophore and thus could be detected and quantified based on UV/Vis absorbance at 460 nm (bottom panel). Based on the molecular masses (shown in panel b), peak 1 corresponded to 1-hexanoyl-2-hydroxylyso-PC, peak 2 to 1-hydroxy-2-hexanoyl-NBD-lyso-PC, and peak 3, the hexanoyl-NBD methyl ester. Peak 4 was assigned to the remaining substrate. Thus, peaks 1 and 3 represent products of the sn-2 cleavage, whereas peak 2 signifies liberation of the acyl moiety from the sn-1 position of the phospholipid substrate.
